Purpose: Evaluation of the neuroprotective effect of weekly glatiramer acetate (GA) on retinal structure and function in diabetic patients who underwent panretinal photocoagulation (PRP). Patients and methods: Patients with severe nonproliferative or early proliferative diabetic retinopathy and no previous laser treatment were randomly divided into two groups: (1) those who received four GA treatments and (2) those who received placebo treatment. The subcutaneous injections were administered 1 week prior to laser and weekly in the subsequent three sessions of PRP in both groups. All patients underwent a full ophthalmic examination (best-corrected logMAR visual acuity, slit lamp examination, applanation tonometry, fundus biomicroscopy and indirect fundus examination); functional examination (standard automated perimetry, electroretinography and frequency-doubling technology C-20 visual field) and anatomic examination (color photography, optical coherence tomography (OCT) and Heidelberg retinal tomography). The examinations were performed before the photocoagulation and repeated 1,3,6, and 12 months after treatment (in a double-masked manner). To compare the two groups, generalized estimating equation models were performed to account for the dependence between eyes of the same patient. Results: Thirteen patients (23 eyes) were included in the study group and 13 patients (24 eyes) were included in the control group. OCT showed a statistically significant difference in retinal nerve fiber layer (RNFL) thickness in the inferior peripapillary region and average thickness with thinner measurements in the control group at 1-year post-PRP. Functional analysis demonstrated a difference between groups, but it did not reach statistical significance.
Introduction
Diabetic retinopathy is a leading cause of severe loss of visual acuity despite an increased understanding of this disease and the identification of successful treatments. 1 The Diabetic Retinopathy Study showed the benefits of panretinal photocoagulation (PRP) in reducing the risk of severe visual loss by .50% in eyes with high-risk characteristics. 2 The Early Treatment Diabetic Retinopathy Study (ETDRS) confirmed that PRP should also be performed in eyes with severe nonproliferative and non-high-risk proliferative diabetic retinopathy. 3, 4 Furthermore, ETDRS 5 defined the indications of laser treatment in clinically significant macular edema. However, retinal photocoagulation may lead to complications and retinal damage. After primary laser injury, the local lesions may spread and lead to an increased morphological and functional damage. [6] [7] [8] This article was published in the following Dove Press journal: Clinical Ophthalmology 14 July 2011 Number of times this article has been viewed submit your manuscript | www.dovepress.com
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Mitne et al Therefore, we hypothesized that combining laser therapy with neuroprotection may improve the outcome of this intervention: neuroprotection aims to prevent the spread of damage resulting from mechanical or biochemical damage. [9] [10] [11] [12] [13] The neuroprotective action of weekly glatiramer acetate (GA) has been demonstrated in models of neuronal damage caused by elevated intraocular pressure and intraocular glutamate toxicity [11] [12] [13] [14] as well as in chronic neurodegenerative conditions such as an animal model of Alzheimer's disease. 15 This study was conducted to evaluate the outcome of retinal anatomy and function in diabetic patients following panretinal photocoagulation, using immune-based neuroprotection therapy with weekly administered GA.
Material and methods
In this randomized, controlled clinical trial, we enroled diabetic insulin-dependent and noninsulin-dependent patients with very severe nonproliferative or early proliferative retinopathy from the Retina Sector of the 
Patient enrolment and baseline evaluation
Patients were included if they had: type 1 or 2 diabetes, been recommended for panretinal photocoagulation; vision acuity of 20/100 or better; spherical equivalent of ± 6.00 spherical diopters. Exclusion criteria related to the eye were: previous retinal photocoagulation or cryopexy of any kind; dense cataract or vitreous opacity; retinal disease other than diabetic retinopathy; ocular hypertension or glaucoma (IOP higher than 21 mmHg and/or cup disk ratio equal to or higher than 0.8) or other optic nerve diseases; and ocular surgery within the last 6 months, including laser treatment. Systemic exclusion criteria were: known immunological condition/disease; active infection within 30 days prior to enrolment (eg, urinary tract infection, upper/lower respiratory tract infection, skin infection, arthritis); use of interferon or immunosuppressive, cytotoxic or corticosteroid chemotherapy or lymphoid irradiation within 1 year prior to study entry; serious disease in the past or an unstable disease such as cancer, pulmonary, hepatic, renal, cardiovascular or metabolic diseases; being a volunteer who participated in another clinical trial within the past 90 days or took an experimental drug within a time scale of 5 × t 1/2 of the experimental drug; and unstable psychiatric illness.
All patients were subjected to a series of tests. A full ophthalmic examination included best-corrected logarithm of minimal angle of resolution (logMAR) visual acuity (BCVA) as measured with ETDRS charts, applanation tonometry, undilated and dilated slit-lamp biomicroscopic examination, and indirect fundus examination. A functional examination included Humphrey 30-2 SITA STANDARD visual field (Humphrey Field Analyzer, II-750; Carl Zeiss Meditec, Dublin, CA), electroretinography full-field (ERG, UTAS E-3000; LKC Technologies Inc, Gaithersburg, MD) according to the standard protocol recommended by the International Society for Clinical Electrophysiology of Vision (ISCEV) and frequency-doubling technology C-20 visual field (FDT Matrix; Carl Zeiss Meditec). A morphological examination included: colour fundus photography and fluorescein angiography (FA), using a Heidelberg retina angiograph, (Heidelberg Engineering, Dossenheim, Germany) in cases of clinically significant macular edema; these examinations were done in order to guide the focal laser treatment. Optical coherence tomography (Stratus OCT3; Carl Zeiss Meditech) was performed to measure the retinal nerve fiber layer (RNFL) thickness around the optic disk and macular area, and Heidelberg retinal tomography (HRT, Heidelberg Instruments GmbH, Heidelberg, Germany) was performed to measure the optic disk rim area as well as the cup disk and rim area.
Treatment assignment
Patients were divided in two groups using a computergenerated random table. Numbered opaque envelopes contained the type of intervention: GA (GA group) or placebo (control group). All data from patients' examinations were analyzed within the group to which they were originally assigned. All patients were treated with laser photocoagulation consisting of full-scatter PRP treatment performed during three sessions (at weeks 1, 2, and 3) according to the ETDRS guidelines. Four to six hundred 250-µm spots were performed per PRP episode at the discretion of the same treating investigator (S Mitne); these spots were sequentially performed in each eye on the same day. Macular (focal or grid) laser photocoagulation guided by FA was also performed in cases with clinically significant 
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neuroprotection in diabetic retinopathy macular edema at the first laser treatment session (week 1) and was repeated after 3 months in cases of persistent macular edema. The GA group received injections containing 20 mg of glatiramer acetate (also known as Cop-1, Copolymer-1, Copaxone™; Teva Pharmaceutical Industries Ltd, Kfar-Saba, Israel). The control group received just the vehicle: mannitol injections. All injections of either GA or the vehicle only were done subcutaneously 1 week prior to the first PRP session and then weekly immediately before the three subsequent PRP sessions.
Follow-up examinations and outcome measures
Patients were followed up at 1, 3, 6, and 12 months after the completion of the treatment procedures. At these visits, they underwent a complete ophthalmic examination including the same procedures that were performed at baseline.
Statistical analysis
The sample size calculation was based on previously published data 17 in which patients who did not undergo laser treatment presented a mean RNFL thickness of 135.8 µm in the inferior region and a standard deviation of 29.8 µm. Assuming a control group loss of 20% after laser treatment vs 1% for the GA group, a sample size of 15 patients per group would be necessary to reach a power of 80% and a significance level of 5%.
Upon baseline evaluation, the chi-square or Fisher´s exact test was used for categorical variables (sex, race, retinopathy grade) and Student's t-test or the Mann-Whitney test was used for numeric variables (age, duration of diabetes and glycemia). To compare both groups regarding anatomical and functional examinations generalized estimating equation (GEE) 18,19 models were performed to account for the dependence between eyes of the same patient. SPSS (v 17.0 for Windows; SPSS, Inc, Chicago, IL) was used for statistical analysis.
Results
Forty-seven eyes from 26 diabetic patients with very severe nonproliferative or proliferative retinopathy were included in this study. All patients were treated with PRP. Thirteen patients (23 eyes) were included in the GA group and thirteen patients (24 eyes) were included in the control group. All patients with clinically significant macular edema were treated with macular laser: 15 eyes in the GA group and 18 eyes in the control group, with no statistically significant difference between groups (P = 0.32, chi-squared test adjusted for inter-eye dependency). Demographic data and baseline characteristics are summarized in Table 1 . Figure 1 shows the participants throughout each stage of the study. After enrolment, one patient was excluded due to diabetic optic neuropathy. In the allocation phase (prior to the treatment), one eye from the GA group and two eyes from the control group showed vitreous hemorrhage; therefore, laser treatment could not be completed. One patient (one eye) from the control group abandoned the study before completing the treatment. Another patient (one eye) from the control group was dropped from the follow-up due to an orthopedic disease 3 months after treatment. During analysis, all exclusions were performed with 
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Mitne et al the investigators still masked for anatomical and functional evaluation. Partial data for three patients in each group were excluded from the main outcome analysis due to vitreous hemorrhage (three eyes in the GA group), partial retinal detachment (two eyes in the control group), submacular hemorrhage (one eye in the control group), and HRT with low reliability (one eye in the GA group and two eyes in the control group). The exclusions were limited to the period during which the event occurred (for each patient, if one or more examinations were excluded due to quality, future examinations from the same patient could enter in the analyses, if the quality was appropriate.) Table 2 shows the comparison between both groups regarding all anatomical and functional evaluation data.
Within group analysis
A statistically significant difference in RNFL thickness was detected in the inferior peripapillary region and in the average thickness measurements assessed by OCT in the control group when comparing preoperative values to those obtained at 12 month follow-up. The control group had an initial mean (±SE) inferior RNFL thickness of 143.98 µm ± 4.62 µm and an average thickness of 119.84 µm ± 5.82 µm, and these became significantly thinner at 1 year post-PRP: 132.01 µm ± 6.30 µm and 110.07 µm ± 5.09 µm, respectively. Figure 2 shows less RNFL atrophy, less visual field mean deviation (VFMD) worsening and less B-wave reduction in the GA group although these differences were not statistically significant. The mean logMAR BCVA in the group treated with GA was 0.362 compared with 0.598 in the placebo group at 6 months. The difference reached significance, but it was not sustained when the analysis was performed with macular thickness as a covariable (Table 2 ). Macular thickness was significantly different between groups; it was higher in the control group in all examinations. We found no statistically significant difference between groups regarding HRT or FDT (data not shown).
Between group analysis
No drug-related adverse events were observed in any patients treated with GA or placebo.
Discussion
Laser photocoagulation, which is the common treatment of choice for diabetes, has a negative impact on retinal ganglion cell survival, leading to the significant progression of morphological and functional damage. [6] [7] [8] Rescue of such retinal ganglion cells could be achieved, in principle, by neuroprotection.
9,10,14 Here we present a pilot study disclosing a potential beneficial effect of neuroprotective vaccination in these patients.
Neuroprotective immunization is based on the concept of "protective autoimmunity" formulated by Schwartz's group, 20 who showed that a T cell-mediated immune response is neuroprotective after injury and that its effect can be boosted by either passive or active immunization. 11, 12, 21, 22 It has been demonstrated that adoptive transfer of T cells specific for proteins associated with CNS myelin, such as myelin basic protein, reduces the post-traumatic secondary degeneration of the rat optic nerve and spinal cord. 20 It was found that T cells, upon recognizing their antigen, secrete growth factors and facilitate recruitment of blood monocytes that locally display a regulatory role that helps restore homeostasis in nervous system maintenance. 23, 24 Immune response boosting can be achieved by immunization with peptides derived from relevant autoantigens, or by synthetic antigens, such as GA, that weakly cross-react with self-antigens. 12 Such neuroprotection increases the ability of the damaged tissue to cope with the neurotoxicity and thereby to arrest the spread of laser damage.
Belokopytov et al used electroretinography to demonstrate the neuroprotective effect of GA treatment for retinal laser burns in rats. 25 This was the first report of neuroprotection of nonmyelinated neurons. A similar laser injury model was 26 Both drugs demonstrated an ameliorative effect in neural tissue such as the retina. In humans, Landa et al found that GA reduced the drusen area in dry age-related macular disease. 27 The main protein present in drusen is beta-amyloid, which is also present in Alzheimer's disease (AD) plaques. Recent evidence showed that T cell-based vaccination with GA in AD mice model resulted in modulation of microglia into a neuroprotective phenotype. As a result, reduction of cognitive decline, elimination of plaque formation, and induction of neuronal survival and neurogenesis was observed. 15 This type of immunization may be of clinical significance in reducing laser-induced retinal injuries in humans.
In our study, the comparison between pre-and post-PRP in the same group showed a statistically significant worsening in the placebo group, as demonstrated by thinning of inferior RFNL and average thickness (measured by OCT), which did not occur in the group treated 
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Mitne et al with glatiramer acetate. Lim et al found thinner RNFL measurements in the inferior and nasal peripapillary regions in diabetic patients with PRP compared with both diabetic patients without PRP and normal eyes. 17 Kim and Cho also observed reduction in RNFL (average thickness) 6 months post-PRP in the analysis within groups. 28 Finally, Muqit et al initially found increased thickness in the group treated 10 weeks post-laser, and thickness reduction 6 months after treatment. 29 Our data also revealed less NFL atrophy, less VFMD worsening and less B-wave reduction in the treatment group as compared with the controls, but the difference was not significant, possibly because of the wide variability in the sample and follow-up problems that led to a smaller sample and loss of test power. Visual acuity was better in the GA group at 6 months after treatment, but the difference was not sustained when the analysis was performed with macular thickness as a covariable. Macular thickness was significantly different between groups; macular thickness was higher in the control group in all examinations.
Importantly, GA was given weekly in this study; in contrast to its daily administration in patients suffering from relapsing-remitting multiple sclerosis. 14 The daily administration of GA in an animal model of glaucoma was ineffective. 13 Our study was limited to 47 eyes, largely because the number of patients with severe nonproliferative diabetic retinopathy or proliferative diabetic retinopathy with no previous treatment and good vision was limited. Another limitation was the worsening of diabetic retinopathy throughout the study due to inappropriate systemic control. 30 In the present study, we had some complications, such as the worsening of macular edema, tractional retinal detachment, vitreous hemorrhage and others, that impaired the comparative anatomical and functional evaluation for some patients. Despite the limitations described above, the current study was conducted using rigorous scientific methodology and provides encouraging pilot data that justify a large, multicenter, randomized clinical trial to confirm the efficacy of GA.
Conclusion
The results of this study suggest that weekly GA treatment has a potential neuroprotective effect on the RNFL following photocoagulation for diabetic retinopathy.
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